Purification and characterization of a form of cytochrome P450 from bear liver microsomes.
A form of P450 [termed P450(b-1)] was purified from male bear liver microsomes. The specific content of the final P450(b-1) preparation was 11.26 nmol/mg protein, and recovery was 0.20% of the microsomal P450. The apparent molecular weight of P450(b-1) was 54,000. The absorption spectrum of P450(b-1) indicated that this protein was a low- and high-spin mixed type P450 in the oxidized form. The carbon monoxide complex of reduced P450(b-1) showed an absorption peak at 450.5 nm. The reconstituted system containing P450(b-1) catalyzed the metabolism of aminopyrine, benzo[a]pyrene, 7-ethoxycoumarin, imipramine and propranolol, of which P450(b-1) most strongly catalyzed aminopyrine N-demethylation and imipramine N-demethylation. The N-terminal amino acid sequence of P450(b-1) was highly homologous to that of P450-D1 from liver microsomes of male beagle dogs. P450(b-1) showed similarities in spectral properties, N-terminal amino acid sequence, and catalytic activities to rat P450 2C11. P450(b-1) was immunochemically cross-reactive with anti-P450 2C11 antibody and very weakly cross-reactive with anti-P450 2E1 antibody, but did not react with anti P450 1A1 or 2B1 antibodies. On the basis of these results, we suggest that P450(b-1) belongs to the P450 2C subfamily.